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NMR SPECTROSCOPIC IN VITRO ASSAY USING HYPERPOLARIZATION 



TECHNICAL FIELD 



The present invention relates to tailoring the shape of a magneto-resistive 
material, and more particularly to a design of the shape of the magneto- 
resistive material to obtain a new type of position sensitive sensor. 



The position of a moving object is often determined by means of the readout 
from a resistive sensor, usually of potentiometer type, which is mechanically 
connected to the object to be monitored. 

In order to reduce the wear and thereby increase the reliability, it is 
desirable to eliminate the sliding friction encountered in the standard 
resistive sensors. Non-contact methods using e.g. inductively coupled coils is 
currently being introduced as replacement for the potentiometer sensors. 
However, these are more complex and therefore more expensive. 

In recent years novel types of magneto-resistive materials with much higher 
sensitivity to moderate changes in magnetic fields have been found. These 
new materials showing giant magneto-resistance (GMR) or colossal magneto- 
resistance (CMR) make possible new types of position sensors. 

In a document U.S. Patent No. 5,475,304 is disclosed a giant magneto- 
resistant sensor including at least one layered structure. The layered 
structure includes a ferromagnetic layer having a fixed magnetic state, a 
second, softer magnetic layer, and a metal layer interposed between and 
contacting these two layers. The sensor also includes one or more indexing 
magnets for inducing a domain wall, at a measured position, between 
regions of nonaligned magnetic fields in the softer magnetic layer. By 
measuring the resistance across the magneto-resistant sensor a 
displacement of one workpiece, carrying the sensor, will be measured 
relative to another workpiece carrying an inducing means. 
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nuclear polarisation of an assay reagent comprising at least one NMR active nucleus other than 
the noble gas. The hyperpolarisation of the assay reagent may also be achieved by using an 
artificially enriched hyperpolarised noble gas, preferably 3 He or 129 Xe. 

Alternatively, hyperpolarisation may be imparted to atoms of significance in 
biological systems (e.g. 13 C, 15 N, 3I P, 29 Si, 19 F and ! H isotopes) by thermodynamic equilibration 
at very low temperature, suitably below IK, preferably as close to 0 K as possible, and in the 
presence of a high magnetic field ("Brute force"). 

A further alternative is that hyperpolarisation may be imparted by dynamic nuclear 
polarisation (DNP). In the solid phase, the material is mixed with a paramagnetic species (DNP 
agent), for example a transition metal ion such as chromium (V) or manganese (II) and/or a free 
radical generator or other particles having associated free electrons. The method utilises a 
moderate or high magnetic field and very low temperature, e.g. by carrying out the conversion in 
liquid helium and a magnetic field of about 1 T or above. 

A further technique for imparting hyperpolarisation is para hydrogen induced 
polarisation which involves cooling hydrogen to a low temperature, e.g. 20 K or less, to give para 
hydrogen enriched hydrogen. This enriched hydrogen is then used to hydrogenate an unsaturated 
target organic molecule (containing NMR active nuclei) imparting a non-thermodynamic spin 
configuration to the target molecule. 

A yet further method covered by the present invention for preparing hyperpolarised 
materials is spin refrigeration. With this technique, the assay reagent is doped with or intimately 
mixed with a suitable paramagnetic material in crystal form (e.g. crystalline powder) with a 
symmetry axis of order three or more. One advantage with this technique is that there is no need 
for a uniform magnetic field since no resonant excitation field is applied. The sample is rotated to 
bring the electron paramagnetic resonance into contact with the nuclear spins, which are then 
cooled. The rotation is repeated until the nuclear spin polarisation is steady. 

The present invention can give the same information about the target compared to 
any previously known NMR method, but with the advantage of increased sensitivity. A further 
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advantage of this invention is that assay reagent containing an NMR active nucleus may in many 
cases, provide the same information previously provided by corresponding 14 C-labelled 
compounds, whilst being free from the problems associated with radioactive isotopes. 

5 One further advantage according to the present invention is the increased signal-to- 

noise ratio. Another improvement with the present invention is that the time required to perform 
the assay is in general much shorter than the previously known methods. These improved 
parameters/results may be expressed as a "shortening effect", being the improvement of signal- 
to-noise ratio per unit time, and will be discussed further. 

10 

Yet another advantage compared e.g. with assays using fluorescent reagents is that 
there is no need to add an additional chemical component to the assay reagent to assist detection. 
There is always a disadvantage with techniques such as the fluorescent methods because the 
additional chemical component may influence the measurement. 

15 

The present invention provides an in vitro assay method which comprises: 

a) using an assay reagent containing at least one NMR active nucleus to perform an assay, and 

b) hyperpolarising at least one NMR active nucleus of the assay reagent; 
20 Wherein steps a) and b) are performed simultaneously or sequentially in 

either order, and 

c) analysing the assay reagent and/or the assay by NMR, and 

d) optionally using the NMR data obtained in step c) to generate further assay result(s). 

25 As used herein, NMR active nuclei are those having non-zero nuclear spin and 

include ! H, 13 C, 15 N, 19 F, 29 Si, 31 P and/or deuterium. Of these, 13 C and 15 N are preferred and 13 C is 
particularly preferred. Preferably the assay reagent for use in the assay according to this invention 
comprises an artificially-enriched abundance of an NMR active nucleus. 



30 



In a further preferred embodiment of the invention, the enriched compound 
comprises the artificially enriched NMR active nuclei, e.g. I3 C, at one specific position. 
Alternatively, in another preferred embodiment the compound comprises enriched NMR active 
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nuclei in 1-10 defined positions. A further alternative embodiment of the present invention is to 
have the assay reagent uniformly labelled with artificially enriched NMR active nuclei. 



An assay reagent is a substance or compound that takes part in an assay, by being 
5 introduced as an initial reagent or by being formed in situ and perhaps transiently during the 
assay, or by being formed as a product of the assay. An assay is a test performed partly or wholly 
in vitro in which a physical or chemical change involving a biological species is observed. This 
change may have occurred both in vivo and in vitro. A biological species is one which is present 
in living systems or which is introduced into and is reactive with such systems. Preferred assay 
10 methods covered by this invention are related to biological macrpmolecules such as proteins (e.g. 
enzymes, receptors, DNA, and RNA binding proteins, carrier proteins), oligonucleotides (e.g. 
DNA and RNA probes, DNA and RNA consensus sequences), macrocyclic molecules (e.g. 
cyclodextrin) carbohydrate macromolecules and lipids. 

15 Many assays involve a reaction in which a chemical bond is broken. According to 

another embodiment of the present invention, the assay reagent is an organic compound 
comprising one or more NMR active nuclei wherein these nuclei are associated with a bond 
which is broken during the course of the assay. 

20 According to another embodiment of the present invention, the assay reagent 

contains two or more different types of NMR active nuclei, e.g. both 13 C and l5 N. Each active 
nucleus produces a distinct NMR spectrum and when the assay method is performed its results in 
changes to the chemical and/or physical environment of the nucleus. The changes to the 
environment are mirrored by spectral changes, which can be monitored. 

25 



1 



The degree of hyperpolarisation of the NMR active nucleus covered by this invention 
is in excess of 0.1 %, more preferably 1 % and even more preferably at least 10 % above the 
equilibrium population of the excited state. 

30 

Surprisingly, assay methods where even smaller enhancement is achieved may 
effectively be performed due to the shorter time needed for the total assay measurement. One 
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important aspect of the present invention is thus an assay wherein the time required to give a 
defined signal-to-noise is considerably shortened by the use of this hyperpolarisation technique ' 
compared to known assay techniques without hyperpolarisation. The shortening effect is 
expressed as the improvement of signal-to-noise ratio per unit time, dB V Hz. This effect is 
5 preferably a factor of 10 or more, more preferably a factor of 25 or more and even more 

preferably a factor of 50 or more. In some embodiments, this effect is particularly a factor of 200 
or more or even a factor of 1 000 or more. 

The assay can be carried out with the NMR active nucleus in the assay reagent 
10 already hyperpolarised. Alternatively, the assay may be carried out and the NMR active nucleus 
subsequently hyperpolarised prior, or at the same time, as the assay/assay reagent is analysed by 
NMR spectroscopy. Whilst the first arrangement enables real time studies of the assay to be 
carried out, this is often not necessary and, in these circumstances, the second method is very 
useful. As hyperpolarisation of the NMR active nucleus will sometimes be carried out at a low 
15 temperature, e.g. 20 K or less, the assay can be started and then effectively frozen by lowering the 
temperature. The assay/assay reagent is then hyperpolarised and analysed by NMR spectroscopy. 
By carrying out this process a number of times, either on the same assay or on parallel assays, a 
series of "snap-shots" of how the assay is proceeding may be obtained. * 

20 When hyperpolarisation is effected by exchange in solution phase, the 

hyperpolarising agent can be introduced as one batch, continuously or intermittently. Some 
conditions would lead to rapid disappearance of the hyperpolarisation. However, continuous or 
intermittent hyperpolarisation will give adequate signal intensity. Repeating the hyperpolarisation 
- acquisition sequence will also enhance the signal to noise ratio. 

25 

Agents, such as organic solvents, may in some situations be added to the assay, 
and/or to the NMR active nucleus if this is to be hyperpolarised prior to the assay, in order to 
prolong the life time of the hyperpolarised NMR active nucleus in the assay reagent, without 
interfering with the assay reagent and/or assay method. 

30 

Assays can be carried out by quantifying the appearance, or the continued presence, 
or the disappearance of spectral patterns. For example, on binding or hybridisation of an assay 
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reagent the chemical shift of the signals derived from the NMR active nucleus in the assay * 
reagent will change. The different relaxation times of the different NMR active nuclei need to be 
taken into account if the quantification measurement is to be accurate. 

5 It will be apparent to those skilled in the art that some NMR active nuclei, also referred to 

herein as hyperpolarisable atoms, retain their hyperpolarisation for a longer period than others at 
a given set of physical parameters. Thus, the order in which steps (a) and (b) of the method are 
carried out may, to some extent, be determined by the choice of NMR active nucleus. Whilst 
there may be advantages in carrying out the hyperpolarisation of the assay reagent and then 
10 monitoring its NMR spectrum during the reaction, it is possible to "freeze" the reaction at any 
time. This may be achieved by reducing the temperature after the assay reagent has been added 
and then hyperpolarising the NMR active nucleus and comparing the spectra obtained with that 
of the assay reagent in a state where it has not undergone biological or chemical reaction(s). 

15 As used herein, NMR active nuclei are those having non-zero nuclear spin and 

include 1 H, 13 C, 15 N, l9 F, 29 Si, 31 P and deuterium. Of these, 13 C and 15 N are preferred and 13 C is 
particularly preferred. 13 C is present at a natural abundance (relative to l2 C) of about 1%. Just as 
the labelling of organic compounds with radioactive l4 C is widely practised, so compounds, e.g. 
organic compounds can be labelled or enriched with I3 C, either generally or at specific positions 

20 in the molecule. Preferably, the organic compounds for use in the assay according to this 

invention comprise an artificially-enriched abundance of 13 C, either generally or at least in one 
specific position, at an abundance of at least 5%, suitably at least 10%, more suitably at least 
50%, preferably at least 75%, more preferably at least 90% and ideally at approaching 100%. 

25 The present invention also covers the use of compounds comprising an artificially- 

enriched abundance of 15 N of at least 1%, suitably at least 5%, more suitably at least 10%, 
preferably at least 50% and more preferably at least 75% or more, and ideally at approaching 100 
%. 

30 For assay reagents comprising 29 Si the preferred level of artificially enriched abundance is 

at least 10% and more preferred at a level of 50% or more, even more preferably at least 75 % or 
more and ideally at approaching 100 %. 
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For achieving as long Ti as possible, the enriched compounds in some methods 
covered by the invention are preferably those in which the NMR active nucleus is surrounded by 
a double bond or one or more non-MR active nuclei such as 0, S and/or C. In some cases, nearby 
5 protons to the NMR active nucleus may be substituted by deuterium. 

In one embodiment of the invention, step c) is performed by examining the assay reagent 
using both NMR spectroscopy to obtain spectral data from one or more discrete physical 
locations and repeating the examination at least once so as to obtain quantitative information 
10 about kinetic or time -dependant alteration in chemistry, environment or structure of the assay 
reagent. 

Assays envisaged according to this invention include for example, competition 
assays (e.g. receptor-ligand antagonism, enzyme-substrate inhibitors, protein-protein interaction 

15 inhibitors), binding assays (e.g. receptor-ligand agonism, enzyme-substrate reactions, protein- 
protein interactions), immunoassays (e.g. for specific analytes), hybridisation assays (e.g. 
nuclease assays, mutation analysis, mRNA and DNA detection), tests involving cells, organs 
and/or whole organisms. Thus, the invention covers binding studies performed on tissue sections, 
cultured cells, cellular metabolites, micro-organisms and macro-organisms. Preferred examples 

20 are discussed in the following paragraphs. Labelling with an NMR active nucleus where each 
molecule may be labelled at one or more chemical positions, will allow unique NMR assignments 
of e.g. starting material, intermediates and products of a biological reaction, thus dual, triple etc 
labelling experiments can be carried out and 'stop-flow' measurements made with identical 
chemical species. For example, theoretically, all the six carbon atoms in glucose could be 

25 individually or collectively replaced by I3 C, so that one to six of the carbon atoms are 13 C which 
can be hyperpolarised. Each hyperpolarised i3 C will give rise to a chemical shift, which will be 
specific to that individual carbon and different to other 13 C positions in the molecule, i.e. C-l will 
be different from C-2, etc. 
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A non-exclusive list of the types of molecules into which NMR active nuclei may be 
incorporated includes: 

(i) Amino acids 

5 

Amino acids contain carbon, nitrogen and hydrogen and therefore any amino acid 
can be labelled at a single or multiple positions with one or more different NMR- 
active nuclei. 

10 (ii) Lipophilic compounds 

These would contain fatty acids, phospholipids, glycerol, cholesterol and its esters, 
sphingosine and its esters. These contain carbon, hydrogen and in some cases 
nitrogen and/or phosphorus and can be labelled at a single or multiple positions 
15 with one or more different NMR-active nuclei. 

(iii) Vitamins 

These include the water-soluble and fat-soluble categories of essential nutrients. 
20 These contain carbon, hydrogen and in some cases nitrogen and/ or phosphorus 

and can be labelled at a single or multiple positions with one or more different 
NMR active nuclei. 



25 



(iv) Nucleic acids etc 



DNA contains the bases adenine, cytosine, guanine and thymine and their 
nucleosides and nucleotides. RNA contains the bases adenine, guanine, cytosine 
and uracil and their nucleosides and nucleotides. These contain carbon, hydrogen, 
nitrogen and in some cases phosphorus and can be labelled at a single or multiple 
30 positions with one or more different NMR-active nuclei. 
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In one preferred embodiment of the invention the hyperpolarisation transfer is 
achieved by using a hyperpolarised noble gas, or a mixture of such gases, to effect nuclear 
polarisation of an assay reagent comprising at least one NMR active nucleus other than the noble 
gas. 

5 

When the hyperpolarisation of the assay reagent is achieved by an artificially 
enriched hyperpolarised noble gas, the hyperpolarised noble gas is preferably 3 He or 129 Xe. Such 
isotopically enriched gases are now commercially available at high isotope purity and can be 
polarised to a high degree of hyperpolarisation. The hyperpolarised gas may, if desired, be stored 
10 for extended periods of time in the polarised state, by keeping the gas at very low temperatures, 
especially in a frozen form. 

A hyperpolarised noble gas may be used in step b) of the present invention to effect 
nuclear polarisation of an assay reagent comprising at least one NMR active nucleus other than 
15 the noble gas. The hyperpolarised gas may be in the gas phase, condensed or may alternatively be 
liquid e.g. by being dissolved or emulsified in a lipophilic solvent such as a lipid or a 
fluorocarbon solvent, or in a suspension or a solid e.g. by being adsorbed or frozen on to a solid 
surface. In some cases, liposomes or microbubbles may encapsulate the hyperpolarised noble gas. 

20 The assay reagent may be solid, semi-solid or fluid. A hyperpolarised gas may be 

bubbled into a fluid assay system. Alternatively, a hyperpolarised gas solution may be mixed 
with a fluid assay. The hyperpolarised gas may be cooled and/or maintained in a magnetic field to 
preserve the hyperpolarisation. Similarly the resulting assay reagent comprising at least one 
polarised NMR active nucleus may preferably be cooled and/or maintained in a magnetic field in 

25 order to preserve the polarisation and/or facilitate polarisation transfer. 

One advantage with hyperpolarisation transfer by 3 He or 129 Xe is that these gases are 
essentially chemically inert and will not adversely affect the assay reagent or the assay. In 
addition, as in gaseous form, 3 He and/or I29 Xe are easily separated from the assay medium, 
30 permitting facile repeat studies. 
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In one embodiment, a flow of hyperpolarised gas in the liquid state at elevated 
pressure and/or low temperature is passed through a column of the assay reagent. The gas may be 
pumped off and the process repeated until a suitable level of polarisation is achieved. 
Alternatively, a hyperpolarised gas is frozen/crystallised on the solid/frozen surface of the solid 
5 assay reagent. This compound may preferably have been prepared with as large a surface area as 
possible, e.g. as a finely divided powder. 

In some cases, it is desirable to remove part of or substantially the whole of the 
hyperpolarisable gas from the assay reagent/system as rapidly as possible. If desired, the gas may 
10 be reused which may be important due to the expense of isotopically-enriched noble gases. Many 
physical and chemical separation or extraction techniques known in the art may be employed to 
effect rapid and efficient separation of the hyperpolarised gas and the assay system. 

In one embodiment of the invention when performed with the assay reagent in the solid 
15 phase, it is especially important that the content of l3l Xe should be as low as possible. The 

preferred content of 13l Xe is thus below 0.5 % of the total Xe content, and more preferably below 
0.05 %. 

In a further aspect, the present invention provides a method for optimising the 
20 polarisation enhancement factor when the assay reagent is hyperpolarised by a noble gas in 
solution. Thus the enhancement of the target nuclear spin can be optimised by slowing the 
dynamics of the molecules (atoms) in the solution. The dynamics can be slowed down, e.g. by 
increasing the viscosity of the solvent. The polarisation enhancement factor may also depend on 
the concentration of the noble gas in the solution and the enhancement factor may be optimised 
25 further by adjusting the pressure and temperature. 

The relaxation mechanisms and also the relaxation of the target nucleus are partly 
functions of the viscosity of the solvent. For a specific system of interest we may choose the 
optimal viscosity of the medium that will lead to the maximal polarisation enhancement factor of 
30 the target nucleus. The viscosity is determined by choice of solvent and temperature. Preferably, 
the viscosity should be at least 1000 mPs, more preferably at least 10000 mPs and especially 
preferably at least 100000 mPs. 
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In one embodiment of the invention, when the polarisation transfer occurs in solution, the 
pressure of xenon is as high as possible, preferably higher than 5 xl0 5 N/m 2 (5 bar), more 
preferably higher than 5 x 1 0 6 N/m 2 (50 bar), even more preferably higher than 1 x 1 0 7 N/m 2 ( 1 00 
5 bar) and particularly higher than 2 xlO 7 N/m 2 (200 bar). However, the pressure must never be so 
high so that the biological molecule will be totally or partly adversely effected. 

It is preferred that the solvent comprises as few atoms which possess magnetic moment as 
possible and is as low magnetogyric ratio as possible. The transfer of polarisation in a highly 
10 viscous medium may be followed by solution spectroscopy under high- viscosity conditions 
(broad lines). 

Alternatively, the viscosity may be lowered prior to spectroscopy, either by a change 
in temperature or by a change in the chemical composition of the solvent. If the high- viscosity 
15 medium is formed by a pH-sensitive gel-forming agent, then the viscosity might be lowered e.g. 
by a change in pH. Changes of temperature, ion-strength as well as the use of specific additives 
may also be considered. 

In a further embodiment, the present invention provides a method wherein the 
20 hyperpolarisation transfer is effected by use of a very high field and with very low temperature 
(Brute force). The magnetic field strength used should be as high as possible, suitably higher than 
IT, preferably higher than 5T } more preferably 15T or more and especially preferably 20T or 
more. The temperature should be very low e.g. 4.2K or less, preferably 1 .5K or less, more 
preferably 1 .OK or less, especially preferably 100 mK or less. 

25 

US 5479925 discloses a method for generating MR angiograms in which a contrast 
agent is passed through a small, high field polarising magnet in vitro in order to generate a high 
longitudinal magnetisation in the agent prior to its administration to the subject. However, there 
is no mention of the use of an enriched NMR active nucleus. When this Brute force method is 
30 used, and thermodynamic equilibrium is attained, all nuclei in the assay reagent will be highly 
polarised relative to room temperature and to normal magnetic fields used in MRJ. 
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A major practical problem when using this technique is the time required for the 
thermal equilibrium to occur. However, the Brute force embodiment may be modified in order to 
solve this problem as described below. 

5 It is possible to use a technique of low-field matching to increase the relaxation rate 

and the degree of polarisation of the nuclear spins in solids at low temperature. This has the 
additional advantage that equipment used in the Brute force polariser does not need to possess 
any radio frequency electronics. 

10 A way of speeding up the polarisation of the NMR active nuclei, at least for 13 C and 

I5 N and at the same time obtaining a better polarisation is to use cross-polarisation from the 
quickly relaxing proton to the slowly relaxing carbon, a method routinely used in solid-state 
NMR spectroscopy. The situation may be further improved by utilising the procedure of spin 
locking under Hartman-Hahn conditions. However, radiofrequency electronics are required and 

15 furthermore the homogeneity of the magnetic field must be high enough to allow precise pulse 
angles. A simplified method to allow for thermal contact between the protons and the NMR 
active nucleus (e.g. I3 C or 15 N) is to remove the assay from the magnet for a fraction of a second 
and repeat this procedure after the protons have repolarised, successively building up the 
polarisation until the spin- temperature of the two nuclei become the same. 

20 

A further improvement of the Brute force embodiment of this invention is to 
optionally'expose the assay system to a relaxation shortening effect in order to attain 
thermodynamic equilibrium at said low temperature. The relaxation shortening effect may be 
provided by exposure to field cycling to a field allowing cross polarisation, gradually increasing 
25 the magnetic field at such a rate that the increase in polarisation of the assay reagent is 

maximised. This effect may also be achieved by adding magnetic material to the assay reagent 
during the period when the assay reagent is exposed to low temperature. 

In a further embodiment, the present invention provides a method for the polarisation 
30 transfer using the DNP method effected by a DNP agent, to effect nuclear polarisation of an assay 
reagent comprising at least one NMR active nucleus. In the solid phase, there are two aspects of 
DNP, namely "the solid effect" and the thermal mixing. 
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Most known paramagnetic compounds may be used as a "DNP agent" in this 
embodiment of the invention, e.g. transition metals such as chromium ions or organic free 
radicals such as nitroxide radicals and trityl radicals (WO 98/58272) Where the DNP agent is a 

5 paramagnetic free radical, the radical may be convienently prepared in situ from a stable radical 
precursor by a radical-generating step shortly before the polarisation, or alternatively by the use 
of ionising radiation. Energy, normally in the form of microwave radiation, is provided in the 
process which will initially excite the paramagnetic species. Upon decay to the ground state, 
there is a transfer of polarisation to an NMR active nucleus of the target material. The method 

10 may be conveniently carried out by using a first magnet for providing the polarising magnetic 
field and a second magnet for providing the primary field for MR spectroscopy /imaging. 

In some cases, the radical will be non-reusable and may conveniently be discarded 
after use. Many physical and chemical separation or extraction techniques are known in the art, 
15 which may be used if it is desirable to remove the DNP agent from the assay system in a rapid 
and/or efficient separation step. Magnetic properties may e.g. be used to achieve the separation. It 
is particularly preferred to use a heterogeneous system, e.g. a two-phase liquid, a solid in liquid 
suspension or a high surface area solid substrate within a liquid. For any heterogeneous system, 
separation may be achieved by e.g. filtration, decanting, chromatographic or centrifugal methods. 

20 

In a further embodiment, the present invention provides a method wherein the 
polarisation transfer is achieved by exposing the assay reagent to para hydrogen-enriched 
hydrogen gas in the presence of a suitable catalyst. The assay reagents suitable for use are 
prepared from precursors which are able to be hydrogenated and which will therefore typically 
25 possess one or more unsaturated bonds, e.g. double or triple carbon-carbon bonds. 

Hydrogen molecules exist in two different forms, para hydrogen (p-H 2 ) where the 
nuclear spins are anti parallel and out of phase (singlet state) and ortho hydrogen (0-H2) where 
the spins are parallel or anti parallel and in phase (triplet state). At room temperature, the two 
30 forms exist in equilibrium with a 1 :3 ratio of para:ortho hydrogen. However, preparation of para 
hydrogen enriched hydrogen can be carried out at low temperature, 160K or less, in the presence 
of a catalyst. The para hydrogen formed may be stored for long periods, preferably at low 
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temperature, e.g. 18-20K. Alternatively it may be stored in pressurized gas form in containers 
which have an inner surface which is non-magnetic and non-paramagnetic. 



5 means of catalytic hydrogenation with e.g. (PPh^RhCl), the proton spins remain anti parallel 



low field cycling or other types of coupling. The presence of the NMR active nucleus as e.g. 13 C 
10 (and !5 N etc) with a suitable substitution pattern close to the relaxing hydrogen may lead to the 
polarisation being trapped in the slowly relaxing i3 C (or 15 N etc) resulting in a high enhancement 
factor. 



15 refrigeration method. This method covers spin polarisation of a solid assay by spin refrigeration 
polarisation. The assay is doped with or intimately mixed with a suitable paramagnetic material 
such as Ni 2+ , lanthanide and actinide ions in crystal form with a symmetry axis of order three or 
more. The instrumentation is simpler than that required for DNP with no need for a uniform 
magnetic field. The process is carried out by physically rotating the sample around an axis 

20 perpendicular to the direction of the magnetic field. The prerequisite for this to work is that the 
paramagnetic species has a highly anisotropic g-factor. . 

Hybridisation assays are very widely used for sequencing and for detection of point 
or deletion mutations in nucleic acids. When a conventionally labelled polynucleotide probe is 
25 hybridised with a polynucleotide target, analysis of the melting temperature or other property of 
the hybrid can give some limited information about the nucleotide sequence of the target. 

The present invention can give the same information about the target compared to 
any previously known NMR methods available, but with the advantage of increased sensitivity. A 
30 polarised NMR active nucleus generates an NMR spectrum which is dependent on its 

environment, i.e. the atoms surrounding the NMR active nucleus, both intramolecular (atoms 
within the same molecules as the NMR active nucleus) and intermolecular (atoms in the other 



When the p-H 2 molecule is transferred to the precursors of the assay reagent (by 



and begin to relax to thermal equilibrium with the normal constant Tl of the hydrogen in the 
assay molecule. However, during relaxation some of the polarisation may be transferred to 
neighbouring nuclei by pulse sequence (Progress in Nuclear Spectroscopy, 31, (1997), 293-315), 




A further hyperpolarisation transfer embodiment of this invention is the spin 



WO 00/40988 



PCT/GB99/04410 



15 

molecules nearby the NMR active nucleus). The environment thus extends beyond the labelled 
molecule itself to other molecules in the immediate vicinity. Thus for example, a nucleotide 
labelled with polarised NMR active nucleus, e.g. 13 C and/or 15 N, when incorporated into a single 
stranded polynucleotide chain, can give information about two or more adjacent nucleotide 
5 residues in the chain. When that labelled polynucleotide probe is hybridised with a 

polynucleotide target, NMR spectroscopic analysis of the NMR 13 C label can give information 
about the complementary nucleotide residue in the target. 

In one embodiment of the present invention, comparative and/or parallel testing is 
10 performed to maximise the information available from the NMR measurements. 

Biological macromolecules such as nucleosides or nucleotides or nucleotide 
analogues can readily be enriched with a NMR active nucleus, e.g. I3 C and/or 15 N at one or 
several specified points in the molecule. Polarisation of the NMR active nucleus, e.g. l3 C, 
15 preferably by contact with a hyperpolarised noble gas, may be effected either before, during or 
after incorporation of the monomer into a polynucleotide; and before, during or after 
hybridisation of that polynucleotide with a complementary strand. 

Figure 1 demonstrates a hybridisation assay in which the use of an oligonucleotide or 
20 polynucleotide is used to detect the presence of single nucleotide polymorphisms (SNPs) in a 
gene, or fragment of a gene. An oligonucleotide or polynucleotide probe is prepared in which one 
or more of the atoms has been replaced by a hyperpolarisable isotope, e.g. 13 C, l5 N or *H. This 
probe is then hybridised to the gene or the gene fragment. The probe will be "targeted" to 
information-rich parts of the gene and may be selected so that the probe binds only to that part of 
25 the DNA containing a specific mutation, or, potentially, more than one mutation. If desired, a set 
of probes, each probe containing a hyperpolarisable isotope, can be added to a gene or gene 
fragment, each probe being targeted to a different part of the gene/gene fragment. As each probe 
will have a characteristic chemical shift by NMR spectroscopy, the spectrum of the mixture of 
the probes with the target can be taken and resolved to indicate which probes have bound and 
30 which have not 

The probe may be polarised before, during, or after hybridisation and a determination 




WO 00/40988 PCT/GB99/04410 

16 

carried out by NMR of whether a shift has occurred in the signal obtained from the 
hyperpolarised isotopic atom(s). If a shift has occurred, then the probe is (by inference) in a 
different chemical environment indicating hybridisation. Clearly information can be obtained 
from both positive and negative results, e.g. a probe could be constructed from the "natural" 
5 gene, a naturally occurring DNA sequence, and if results indicate that this has failed to bind, 
probes could be tested containing anticipated mutations. This technique facilitates itself to use of 
an array-type format in which a number of hyperpolarisable probes are used in the assay which 
each vary by one nucleotide. The identity of the SNP can be determined by the hybridisation 
pattern of the probes to the gene/gene fragment. 

10 

As mentioned earlier, many assays involve a reaction in which a chemical bond is 
broken. According to one embodiment of the present invention, the assay reagent is an organic 
compound comprising one or more NMR active nuclei associated with a bond which is broken 
during the course of the assay. In the case of a single NMR active nucleus, this is located 

15 preferably at the actual site of the breaking of the chemical bond such that the change in local 
environment of the active nucleus subsequent to the bond breaking will give rise to a significant 
change in the spectrum of the NMR active nucleus. The NMR spectra of two or more active 
nuclei will be different, depending on whether they are present within the same molecule or in 
different molecules. When two or more NMR active nuclei are in an appropriate proximity to one 

20 another they are said to be spin coupled. This gives rise to a distinct NMR spectrum which can be 
monitored. It is therefore possible to analyse by NMR spectroscopy the rate and extent of the 
bond breaking by the disruption of the spin coupling. In this and other assays, the assay reagent 
may be analysed repeatedly by NMR spectroscopy at known time intervals so as to generate 
information about a change over time of the assay reagent. 

25 

Figure 2 demonstrates a proteolysis assay. The starting substrate for the reaction contains 
two hyperpolarisable isotopes, in this case 13 C, which are sufficiently close together, either by 
virtue of being reasonably adjacent in the chain of amino acids comprising the molecule, or by 
the 3-dimensional conformation of the molecule held in a "conformational lock". In these 
30 situations, NMR spectra J coupling (scalar coupling) of the signal occurs and the NMR spectra of 
the molecule is recorded. 
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The molecule is then brought into contact with an enzyme capable of altering the 
chemical composition of the substrate. If cleavage occurs between the amino acids containing the * 
hyperpolarisable isotopic atoms, then the J coupling and the chemical shift values change which 
will be observed by NMR spectoscopy and/or NMR imaging. Two new spectra will appear, one 
5 for each of the individual cleavage products. If there is no cleavage, the original spectrum 
remains. 

A similar assay can be carried out where the starting substrate is a chain of 
nucleotides and the cleavage enzyme an endonuclease. 

10 

In another aspect of the invention, an assay reagent may be administered to a macro- 
organism, e.g. a human or animal, and NMR spectroscopic analysis performed of blood, excreta, 
e.g. urine, faeces or breath, or samples of the macro-organism. 

15 In yet another aspect of the invention, an assay reagent may be used in binding studies on 

bacteria or other eukaryotic or prokaryotic micro-organisms or cultured cells. 

Assays according to one embodiment of this invention may conveniently be carried out in 
multiwell plates. An assay reagent in each well may e.g. be hyperpolarised by contact with a 
20 hyperpolarised noble gas, prior to addition of other assay reagents. Alternatively, an assay 

reagent in bulk may be hyperpolarised with a hyperpolarised noble gas prior to being dispensed 
into individual wells of a multiwell plate. In many cases, assays can be performed in a 
homogenous mode, that is to say without the need for a separation step to remove one fraction of 
the labelled reagent. 

25 

In addition, in cases where the spectra of the 13 C labelled assay components are 
distinct from one another, more than one assay may be performed and simultaneously monitored 
in a single well or spot of a multi-assay array. This would allow multiplexing of several related or 
unrelated assays in parallel within a single well or spot in a multi-assay array which is either 
30 ordered or random. In addition the technique may be applied to aerosol droplets where no well, 
container or surface is used to contain the assay and to analysis of samples in flow-through 
devices. 
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Figure 3 illustrates how the incorporation of a material (for example an amino acid) 
into a cell can be measured. The material incorporates a hyperpolarisable isotopic atom, in this 
case 13 C. Its NMR spectrum in a hyperpolarised state in the media used for the experiment is 
5 recorded. If the material crosses the cell membrane then the environment in which the material 
finds itself will change and this will affect the NMR chemical shift of the material. The precise 
chemical shift will depend on the environment of the material within the cell, for example it may 
be possible to identify whether it has crossed into the cell nucleus. Alternatively, the material 
may be bound to the surface of the cell, again a different spectrum will result. In addition, 
10 metabolites that contain a hyperpolarisable isotopic atom may be detected either inside the cell or 
after they are excreted from this. The spectra obtainable on these metabolites can be used for their 
identification and/or to give information on their structure. 

In one embodiment of the present invention, the assay is performed at a relatively 
15 cold temperature. However, in some situations the assay is carried out at room temperature. 

' It is important that the probes, vials, coils etc are coated or made of materials which 
do not induce loss of polarisation, such as para-magnetic nuclei. Preferred such materials are e.g. 
plastic, aluminium,Teflon and glass (with low iron content) materials. A further embodiment of 
20 the method according to the invention is thus the use of materials such as aluminium, plastic, 
glass and/or Teflon for the wells, vials, containers and any coils. A metal may also be used coated 
with a non-para magnetic oxide layers (e.g. Ti, Mg or Ag). 

In one preferred embodiment of the invention, the assay is carried out in an NMR 
25 tube, with a gas-tight seal, permitting the addition (and/or removal) of a hyperpolarised gas to 
(and/or from) the assay reagent. 



30 



A variety of NMR spectroscopy and/or NMR imaging manipulation methods may be 
used, e.g. magic angle spinning and pulse sequence like WAHUHA or MLEV-8 to obtain high 
resolution spectrum when the assay reagent is a solid or semi-solid state. 
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A further embodiment of the present invention is an in vitro kit for carrying out the 
assay method as defined. The kit comprises a well, vial or any other suitable container 
comprising one or more assay reagents optionally together with additives wherein the 
hyperpolarisation transfer occurs. One embodiment of the invention concerns an in vitro kit 
5 where the NMR analysis of step ( c ) of claim 1 is carried out in the same well, vial or container 
as the polarisation transfer is carried out. 

The invention is illustrated with reference to the following non-limiting example. 
Modifications of the method according to this example include the addition of the noble gas 
10 directly into the spectrometer and the use of different pulse techniques. 

Example 1 . 

Polarisation transfer from hyperpolarised 129 Xe to the singly labelled peptide AcYRARV(F, 13 C- 
amide)FVRAAK-NH 2 

15 

Hyperpolarized l29 Xe was generated by optical pumping as described by B.Driehuys et 
al., Appl.Phys.Lett. 69 (12), 1996. The isotopic composition of the gas was 80% 129 Xe and 0.25% 
131 Xe (the rest non-magnetic isotopes of Xe). The degree of polarization was estimated to bel0% 
±3. 

20 

The freeze-dried peptide (3.4 mg) was placed in an ordinary 5 mm thin-walled NMR- 
tube. The glass tube was connected to the outlet of the polarizer by means of 60 cm of plastic 
tubing. The tube was evacuated and then filled with nitrogen four times. 

25 The hyperpolarized gas was generated and collected on a cold finger at liquid nitrogen 

temperature in a holding field of 200 mT over a period of 1 5 minutes which is estimated to give a 
volume of 50 ml of Xenon at NTP. A narrow Dewar vessel with liquid nitrogen was placed in a 
magnet with a field strength of 03 T. The collected xenon was thawed and gradually refrozen on 
the peptide from the bottom and up by gradually lowering the tube into the liquid nitrogen bath. 

30 The system was then filled with helium to one atmosphere. The sample, with the plastic tubing 
still connected but open to the surroundings, in the Dewar in the 0.3 T magnet with the poles in 
horizontal configuration was then moved into the stray-field of the 7 T magnet (vertical polarity) 
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of an NMR-spectrometer. The sample was then rapidly transferred to the spectrometer and was in 
the process subjected to a minimum magnetic field of 0.3 mT. 

A 13 C spectrum was recorded with a spectral window of 100 kHz and a broad I3 C signal 
was obtained. The sample was then left to polarize in the magnet and a background signal was 
recorded overnight, and care was taken to allow for full relaxation between the pulses. 

The enhancement was measured to 6±1 times the thermodynamic equilibrium at 7 T and 

291 K. 

The time from the beginning of freezing the xenon in the NMR tube to the acquisition of 
the spectrum was 5 minutes. 
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CLAIMS 



c) 

10 d) 



2. 

15 

3. 
4. 

20 

O 5. 

25 

6. 



30 

7. 



An in vitro assay method which comprises: 

using an assay reagent containing at least one NMR active 
nucleus to perform an assay, and 

hyperpolarising at least one NMR active nucleus of the assay 
reagent; 

wherein steps (a) and (b) are performed simultaneously or sequentially in either order, and 
analysing the assay reagent and/or the assay by NMR and 
optionally using the NMR data obtained in step c) to generate 
further assay result(s). 

The method of claim 1 wherein the NMR active nucleus is l5 N, 19 F, 31 P 3 ! H, 29 Si and/or 



The method of any of claims 1 to 3, wherein the assay reagent is 
a compound which contains an artificially high concentration of an 
NMR active nucleus. 

The method of claim 4, wherein the assay reagent contains an 
artificially high concentration in 1-10 defined positions. 

The method of any of claims 1 to 5, wherein the assay reagent is 
an organic compound comprising one or more NMR active nuclei 
associated with a bond which is broken during the course of the 
assay. 

The method of claim 6, wherein the assay reagent contains two or more NMR active 
nuclei and each NMR active nucleus produces a distinct NMR spectrum and when the 
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assay method is performed, it results in changes to the chemical and/or physical 
environment of the nucleus and this is mirrored by spectral changes which can be 
monitored. 

The method of any claim 1 -7, wherein the assay reagent is analysed repeatedly in step c) 
at known time intervals so as to generate information about a change with time of the 
assay reagent. 

The method of any one claim 1 to 8, wherein the asseay reagent is a Nucleotide, or . • 
nucleotide analogue, polynucleotide, amino acid analogue, polypeptide or protein. 

The method of any one of claims 1 to 9, wherein the assay is a nucleic acid hybridisation 
assay. 

The method of any one of claims 1 to 10, wherein the assay is a binding assay. 

The method of claims 1 to 1 1, wherein the assay reagent is a. compound specifically 
labelled with at least one NMR active nucleus and the assay reagent is administered to a 
micro-organism, macro-organism or cultured cells, cellular metabolites or an excretion 
product of the assay reagent are hyperpolarised and analysed by nuclear magnetic 
resonance spectroscopy, nuclear magnetic resonance imaging or both. 

The method of claims lto 12, wherein the assay is a binding study performed using micro- 
organisms or cultured cells. 

The method of claims 1 to 13 wherein the hyperpolarisation transfer is repeated to 
enhance the signal-to-noise ratio. 

The method of claim 1 to 14 wherein the shortening effect as expressed by the 
improvement of signal-to-noise per unit time is a factor of 10 or more compared to 
known assay techniques without hyperpolarisation. 
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5 17. 
18. 
19. 

10 

e 

20. 

15 

21. 



20 

22. 

O 

23. 

25 

24. 



The method of claims 1 to 15 where the hyperpolarisation of the NMR active nucleus of 
the assay reagent is carried out by polarisation transfer from a hyperpolarised noble gas, 
or a mixture of hyperpolarised noble gases. 

The method of claim 1 6 wherein the noble gas is 129 Xe. 

The method of claim 1 6 wherein the noble gas is 3 He. 

The method of claims 16 to 18 wherein the hyperpolarisation is transferred by a 
hyperpolarised noble gas in solution and wherein the viscosity of the solution is at least 



The method of claims 1 to 1 5 where the hyperpolarisation of the NMR active nucleus of 
the assay reagent is carried out by polarisation transfer at a temperature of 4.2 K or less in 
the presence of a magnetic field of at least 1 T. 

The method of claims 1 to 1 5 where the hyperpolarisation of the NMR active nucleus of 
the assay reagent is carried out by polarisation transfer using dynamic nuclear 
polarisation. 

The method of claims 1 to 15 where the hyperpolarisation of the NMR active nucleus of 
the' assay reagent is carried out by para hydrogen induced polarisation. 

The method of claims 1 to 15 where the hyperpolarisation of the NMR active nucleus of 
the assay reagent is carried out with the spin refrigeration technique. 

The method of claims 1 to 23, wherein more than one assay is multiplexed and monitored 
by NMR spectroscopy and/or NMR imaging. 



30 25. 



The method of claims 1 to 24 wherein the assay is performed in a multiwell or multispot 
assay array. 
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26. The method of claims 1 to 25 wherein step c) is performed by examining the assay 
reagent using both NMR spectroscopy to obtain more than one spectrum, and magnetic 
resonance imaging to obtain one or more discrete spectral location, and repeating the 
examination at least once so as to obtain quantitative information about kinetic or time- 
dependant alteration in chemistry, environment or structure of the assay reagent. 

27. The method of claim 1 to 26, wherein step c) is performed in an aerosol or flow-through 
device applied to aerosol droplets where the well, surface or container is used to contain 
the assay reagent. 

28. An in vitro assay kit for carrying out the assay method as defined in claim 1 to 27 which 
comprises: one or more assay reagents each containing at least one NMR active nucleus 
contained in a well or vial or other suitable container for carrying out the 
hyperpolarisation of step (b) of claim 1 . 

29. The in vitro kit of claim 28 where the NMR analysis of step ( c ) of claim 1 is carried out 
in the same well, vial or container as the hyperpolarisation transfer is carried out. 




SUBSTITUTE SHEET (RULE 26) 



WO 00/40988 



Spin dipole spectra 



2 Individual spectra 



09/869629 



PCT/GB99/04410 



2/2 

Fig.2. 





Proteolysis 




13c compound 
environmental 

. spectra #3 

SUBCELLULAR 



Fig.3. 





1 13 C compound 
environmental 
spectra #2 

INTRACELLULAR 



13 C compound 
original spectra #1 

EXTRACELLULAR 



compound 
environmental 
spectra #4 

SURFACE BOUND 




SUBSTITUTE SHEET (RULE 



• «.' tt J 



INTERNATIONAL SEARCH REPORT 



International Application No 

PCT/GB 99/04410 



A. CLASSIFICATION OF SUBJECT MATTER 

IPC 7 G01R33/465 G01N33/48 



According to International Patent Classification (IPC) or to both national classification and IPC 



B. FIELDS SEARCHED 



Minimum documentation searched (classification system followed by classification symbols) 

IPC 7 G01R G01N 



Documentation searched other than minimum documentation to the extent that such documents are included in the fields searched 



Electronic data base consulted during the international search (name of data base and, where practical, search terms used) 



C. DOCUMENTS CONSIDERED TO BE RELEVANT 



e 



Category * Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



~1 



WO 97 37239 A (NAVON GIL ;BIF0NE ANGELO 

(IT); ROOM TOOMAS (US); APPELT STEPHAN (U) 

9 October 1997 (1997-10-09) 

cited in the application 

page 9, line 21 -page 10, line 27 

page 14, line 5 -page 19, line 27 

page 22, line 23 -page 23, line 38; 

examples 2-4,7-9 



-/- 



1,8 



2-7,9-29 



Further documents are listed In the continuation of box C. 



0 



Patent family members are listed in annex. 



° Special categories of cited documents : 

'A' document defining the general state of the art which is not 
considered to be of particular relevance 

•E" earlier document but published on or after the international 
filing date 

"L* document which may throw doubts on priority claim(s) or 
which is cited to establish the publication date of another 
citation or other special reason (as specified) 

'O* document referring to an oral disclosure, use. exhibition or ' 
other means 

•p" document published prior to the international Tiling date but 
later than the priority date claimed 



*T later document published after the international filing date 
or priority date and not in conflict with the application but 
cited to understand the principle or theory underlying the 
invention 

a X f document of particular relevance; the claimed invention 
cannot be considered novel or cannot be considered to 
. involve an inventive step when the document is taken atone 

"V document of particular relevance; the claimed invention 
cannot be considered to involve an inventive step when the 
document is combined with one or more other such docu- 
ments, such combination being obvious to a person skilled 
in the art 

document member of the same patent family 



Date of the actual completion of the international search 



23 March 2000 



Date of mailing of the international search report 



14/04/2000 



Name and mailing address of the ISA 

European Patent Office, P.B. 5818 Patenttaan 2 
NL-2280 HV Rijswijk 
Tel. (+31-70) 340-2040, Tx. 31 651 epo nl. 
Fax; (+31-70) 340-3016 



Authorized officer 



Lersch, W 



Form PCT/1SA/210 (second sheet) (Jury 1992) 



INTERNATIONAL SEARCH REPORT 



International Application No 

PCT/GB 99/04410 



^Continuation) DOCUMENTS CONSIDERED TO BE RELEVANT 



Category ° Citation of document, with indication, where appropriate, of the relevant passages 



Relevant to claim No. 



SPOONER P J R ET AL: "Weak substrate 
binding to transport proteins studied by 
NMR" 

BIOPHYSICAL JOURNAL, DEC. 1998, BIOPHYS. 
SOC, USA, 

vol. 75, no. 6, pages 2794-2800, 
XP000882271 

ISSN: 0006-3495 
see the whole document 

NATTERER J ET AL: "Parahydrogen induced 
polarization" 

PROGRESS IN NUCLEAR MAGNETIC RESONANCE 
SPECTROSCOPY, NOV. 1997, ELSEVIER, 
NETHERLANDS, 

vol. 31, no. 4, pages 293-315, 
XP000882257 

ISSN: 0079-6565 
cited in the application 
see chapters '3. Experimental aspects', 
'5. Applications' and '6. The future' 

US 5 545 396 A (ALBERT MITCHELL S ET AL) 

13 August 1996 (1996-08-13) 

cited in the application 

column 6, line 56 -column 14, line 67 



ARDENKJAER-LARSEN J H ET AL: "EPR and DNP 
properties of certain novel single 
electron contrast agents intended for 
oximetric imaging" 

JOURNAL OF MAGNETIC RESONANCE, JULY 1998, 
ACADEMIC PRESS, USA, 

vol. 133, no. 1, pages 1-12, XP002133854 

ISSN: 1090-7807 
see the whole document 

HALL D A ET AL: "Polarization-enhanced 
NMR spectroscopy of biomolecules- in frozen 
solution" 

SCIENCE, 9 MAY 1997, AMERICAN ASSOC. ADV. 
SCI, USA, 

vol. 276, no. 5314, pages 930-932, 
XP000882848 
ISSN: 0036-8075 



1-5,11 



1-5,14, 
15,22 



2-29 
1,2,21 



1-29 



Form PCT/lSA/210 (continuation oi second sheet) {Jury 1992) 



INTERNATIONAL SEARCH REPORT 

Information on patent family members 



International Application No 

PCT/GB 99/04410 



Patent document 
cited in search report 


Publication 
date 


Patent family 
member(s) 


Publication 
date 


WO 9737239 A 


09-10-1997 


AU 


2426697 


A 


22-10-1997 






CA 


2250401 


A 


09-10-1997 






EP 


0890114 


A 


13-01-1999 






FI 


982069 


A 


10-11-1998 






NO 


984510 


A 


27-11-1998 



US 5545396 


A 


13-08-1996 


AU 


709515 


B 


02-09-1999 








AU 


2278795 


A 


30-10-1995 








CA 


2183740 


A 


19-10-1995 








EP 


0754009 


A 


22-01-1997 








JP 


10501708 


T 


17-02-1998 








WO 


9527438 


A 


19-10-1995 








US 


5789921 


A 


04-08-1998 








US 


5785953 


A 


28-07-1998 



Form PCT/ISA/210 (patent tamily annex) <JuJy 1992) 




INTERNATIONAL PRELIMINARY EXAMINATION REPORT 

(PCT Article 36 and Rule 70) 



Applicant's or agent's file reference 
PA9848-PCT 


See Notification of Transmittal of International 
FOR FURTHER ACTION Preliminary Examination Report (Form PCT/IPEA/416) 


International application No. 
PCT/GB99/04410 


International filing date (day/month/year) 
23/12/1999 


Priority date (day/month/year) 
30/12/1998 


International Patent Classification (IPC) or national classification and IPC 
G01R33/465 


Applicant 






NYCOMED AMERSHAM PLC et al. 
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2. This REPORT consists of a total of 7 sheets, including this cover sheet. 
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(see Rule 70.16 and Section 607 of the Administrative Instructions under the PCT). 

These annexes consist of a total of sheets. 



3. This report contains indications relating to the following items: 



Basis of the report 



Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
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Certain documents cited 

Certain defects in the international application 

Certain observations on the international application 
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INTERNATIONAL PRELIMINARY 
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I. Basis of the report 

1 . This report has been drawn on the basis of (substitute sheets which have been furnished to the receiving Office in 
response to an invitation under Article 14 are referred to in this report as "originally filed" and are not annexed to 
the report since they do not contain amendments (Rules 70. 16 and 70.17).): 

Description, pages: 

1 -20 as originally filed 

Claims, No.: 

1-29 as originally filed 

Drawings, sheets: 

1-3 as originally filed 

2. With regard to the language, all the elements marked above were available or furnished to this Authority in the 
language in which the international application was filed, unless otherwise indicated under this item. 

These elements were available or furnished to this Authority in the following language: , which is: 

□ the language of a translation furnished for the purposes of the international search (under Rule 23.1 (b)). 

□ the language of publication of the international application (under Rule 48.3(b)). 

□ the language of a translation furnished for the purposes of international preliminary examination (under Rule 
55.2 and/or 55.3). 

3. With regard to any nucleotide and/or amino acid sequence disclosed in the international application, the 
international preliminary examination was carried out on the basis of the sequence listing: 

□ contained in the international application in written form. 

□ filed together with the international application in computer readable form. 

□ furnished subsequently to this Authority in written form. 

□ furnished subsequently to this Authority in computer readable form. 

□ The statement that the subsequently furnished written sequence listing does not go beyond the disclosure in 
the international application as filed has been furnished. 

□ The statement that the information recorded in computer readable form is identical to the written sequence 
listing has been furnished. 

4. The amendments have resulted in the cancellation of: 

□ the description, pages: 

□ the claims, Nos.: 
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the drawings, 



sheets: 



5. □ This report has been established as if (some of) the amendments had not been made, since they have been 

considered to go beyond the disclosure as filed (Rule 70.2(c)): 

(Any replacement sheet containing such amendments must be referred to under item 1 and annexed to this 
report.) 

6. Additional observations, if necessary: 

III. Non-establishment of opinion with regard to novelty, inventive step and industrial applicability 

1. The questions whether the claimed invention appears to be novel, to involve an inventive step (to be non- 
obvious), or to be industrially applicable have not been examined in respect of: 

□ the entire international application. 
H claims Nos. 28,29. 



□ the said international application, or the said claims Nos. relate to the following subject matter which does 
not require an international preliminary examination (specify): 



H the description, claims or drawings (indicate particular elements beloW) or said claims Nos. 28,29 are so 
unclear that no meaningful opinion could be formed (specify): 
see separate sheet 

□ the claims, or said claims Nos. are so inadequately supported by the description that no meaningful opinion 
could be formed. 

□ no international search report has been established for the said claims Nos. . 

2. A meaningful international preliminary examination report cannot be carried out due to the failure of the nucleotide 
and/or amino acid sequence listing to comply with the standard provided for in Annex C of the Administrative 
Instructions: 

□ the written form has not been furnished or does not comply with the standard. 

□ the computer readable form has not been furnished or does not comply with the standard. 



V. Reasoned statement under Article 35(2) with regard to novelty, inventive step or industrial applicability; 
citations and explanations supporting such statement 



because: 



1. Statement 



Novelty (N) 



Yes: Claims 6,7,10,12,13,20,23-27 
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No: 



Claims 



1-5,8,9,11,14-19,21,22 



Inventive step (IS) 



Yes: 
No: 



Claims 
Claims 



6,7,10,12,13,20,23,26,27 
1 -5,8,9, 1 1 ,1 4-1 9,21 ,22,24,25 



Industrial applicability (IA) Yes: Claims 1 -27 

No: Claims 



2. Citations and explanations 
see separate sheet 



VII. Certain defects in the international application 

The following defects in the form or contents of the international application have been noted: 
see separate sheet 



VIII. Certain observations on the international application 

The following observations on the clarity of the claims, description, and drawings or on the question whether the 
claims are fully supported by the description, are made: 
see separate sheet 
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ad III: 

1 . ) Claim 28 

The scope of claim 28 is so obscure that no meaningful opinion can presently be 
given on novelty and inventive step of its subject-matter. In particular, it is not at 
all clear which technical restriction is imposed on the kit by the fact that each 
assay reagent is "contained in a well or vial or other suitable container for carrying 
out the hyperpolarisation of step (b) of claim 1 ". For instance, it appears that 
hyperpolarization by cross-polarization or other kinds of polarization transfer can 
be carried out in almost any non-magnetic (e.g., glas or plastic) container. Thus, 
the kit according to claim 28 would appear to lack novelty with respect to a great 
variety of in vitro assay kits available on the market, given that assay reagents are 
typically delivered in glas or plastic containers and that there is hardly any assay 
reagent which does not contain at least one NMR active nucleus. 

2. ) Claim 29 

This dependent claim is defined in terms of a method of using the kit according to 
claim 28, rather than in terms of additional technical details of the kit itself. 

ad V: 

1 . ) Reference is made to the following documents: 

D1 = WO-A-97/37239 

D2 = Biophys.J. 75 (1998)2794 

D3 = Progr.Nucl.Magn.Res.Spectr. 31 (1997) 293 

D4 = US-A-5 545 396 

D5 = JMR 133 (1998) 1 

2. ) Lack of Novelty and/or of an Inventive Step (Article 33(2W3) PCT) 
2.1 Claim 1 

The subject-matter of claim 1 would appear to lack novelty with respect to a 
number of prior art techniques for the following reasons. 

a) Claim 1 reads onto "Example 2" of D1 where the "assay" is an in vitro study 
of the penetration of hyperpolarized 129 Xe into red blood cells, which is 
accompanied by a change in chemical shift (see also page 18, lines 1-9 of 
the description of the present application), and the "assay reagent" is 129 Xe. 
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b) Claim 1 also reads onto the substrate binding assay described in document 
D2 where the "assay reagent" is, for instance, the sugar substrate, and 
"hyperpolarization" of 13 C nuclei is achieved by cross-polarization from 
protons. 

c) Claim 1 furthermore reads onto the example given in chapter 5.4 of 
document D3 where the "assay" involves catalyst screening and the "assay 
reagent" is the catalyst itself which is hyperpolarized by para-hydrogen 
induced polarization. 

d) As another example, claim 1 also reads onto D4 (see, e.g, the passages 
cited in the search report) where the spatial distribution of hyperpolarized 
129 Xe is "assayed" (e.g., imaged) in an inhomogeneous chemical or 
biological system in vitro. Thereby, advantage can be taken of environment 
dependent changes in chemical shift or relaxation rate of the "assay reagent" 
129 Xe (or another hyperpolarized noble gas). 

e) Finally, the subject-matter of claim 1 would appear to lack novelty also with 
respect to almost any in vitro experiment involving a polarization transfer 
step, as well as with respect to in vitro oximetry (= oxygen "assay"), see 
document D5, where water protons are dynamically hyperpolarized by 
means of an OMRI agent. 

2.2 Claims 2-5,8,9, 1 1, 14-19,21,22,24,25 

These dependent claims do not appear to contain any features which, in 
combination with the features of any claim to which they refer, meet the 
requirements of the PCT in respect of novelty and inventive step, since each of 
the additional features of claims 2-5,8,9,1 1,14-19,21 and 22 would appear to be 
known from at least one of the documents D1-D5 (see citations of claim numbers 
in the search report), and since the additional features of claims 24 and 25 would 
appear to be merely obvious design possibilities for the assays disclosed in the 
documents D1-D5 which readily occur to those skilled in the art. 

2.3 Claims 6, 7, 10, 12, 13,20,23,26,27 

The additional features of these dependent claims, on the other hand, would not 
appear to be known or obvious from the prior art. 
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ad VII: 

1 .) Independent claims 1 and 28 are not in the two-part form in accordance with Rule 
6.3(b) PCT, which in the present case would be appropriate, with those features 
known in combination from the prior art (document D1 , or a document relating to 
the kind of NMR "assays" the applicant envisages) being placed in the preamble 
(Rule 6.3(b)(i) PCT) and with the remaining features being included in the 
characterising part (Rule 6.3(b)(ii) PCT). 



ad VIII: 

1.) Claim 1 

a) At least some of the objections raised in point V.2 above arise from the fact 
that the word "assay" has no well-defined meaning. In the broadest sense it 
merely means a "test" or an "experiment". For clarity, therefore, claim 1 
should be amended such as to specify the particular interpretation the 
applicant wants to give to this word in the present context. 

b) It is not clear whether the formulation "at least one NMR active nucleus" 
really means that the reagent could consist of a single NMR active atom 
(e.g., 129 Xe or 1 H). 

c) It is not quite clear what the difference is between "analysing the assay 
reagent ... by NMR" and "analysing ... the assay by NMR". 
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